reported.4) The whole milk was added to 4% tri chloroacetic acid to precipitate lipids and proteins, which were lyophilized and extracted with chloro form-methanol (2: 1). The extracts containing total lipids were taken to silicic acid column chromato graphy with chloroform and subsequent methanol to collect the crude sphingolipid fraction from the methanolic eluate. Being treated with OA N KOH in methanol to remove the contaminant ether-lipids, the sphingolipid fraction was rechromatographed through a silicic acid column with the mixture of chloroform-methanol to be partitioned into fractions of CMH, CDH, complicated glycolipids and sphingo myelin. Thus, 10 lit. of bovine milk yielded 38 mg of CMH and 70 mg of CDH by the preparative pro cedures employed. Both the lipids gave the respective single spot at the appropriate location on a thin-layer silica gel G plate developed with chloroform-methanolwater (65: 25: 4 Fifteen mg of pure CDH prepared from the whole milk of cow, were par tially hydrolyzed with 1 ml of 0.3 N hydrochloric acid for 2 hr at 100°C.9) The hydrolyzate was extracted with chloroform and was washed with water several times. An aliquot of the chloroform phase was applied to a borax-impregnated silica gel G plate10) and developed with chloroform-methanol-water (24: 7: 1). As seen in Fig. 2 , a single spot corresponding to ceramide glucoside was revealed besides the unhydrolyzed CDH on the thin-layer chromatogram.
The sugar liberated from CDH should be galactose, since the saccharides in the preparation of CDH had been proved to consist of glucose and galactose.z,4) 3. Methylation of glycolipids.
Methylation of glycolipids was carried out in reference to the pro cedure of Hakomori." Twenty mg of CMH was dis solved in 3 ml of dried dimethyl sulfoxide, being homo genized with a magnetic stirrer under a nitrogen stream, and added to methylsulfinyl carbanion which had been prepared by mixing 50 mg of sodium hydride with 4 ml of dried dimethyl sulfoxide under nitrogen stream for 45 min at 50°C. The whole reactive solution was stirred under nitrogen for 10 min at room tempera ture, added to 2 ml of methyl iodide and further stirred for 20 min. At the end of reaction, the mix ture was diluted with water and followed by extrac tion of the methylated products with chloroform. The extracts were washed with water and condensed in vacuo. The residual material was taken up into 3 ml of the mixture of petroleum ether-ethyl ether (1 : 1), washed with water to remove traces of dime thyl sulfoxide, if any, and condensed under nitrogen to yield 18 mg of methylated CMH.
The same procedure as above was carried out on 30 mg of CDH to produce 32 mg of methylated CDH. The infrared spectra of these products had no absorption due to hydroxy group at 3200.3600cm-1, suggesting that both glycolipids were perfectly methylated by the procedure. Twenty mg of the methylated material were hydro lyzed in a sealed tube with 2 ml of 5% hydrogen chloride in methanol at 100°C for 16 hr. At the end of hydrolysis, the methanolic solution was shaken with hexane to remove fatty acid methyl esters, passed through an Amberlite IR 120 (H+) and Am berlite IRA 400 (OH-) to remove hydrochloric acid and sphingosine bases, and condensed under reduced pressure. The resultant methylated sugar fraction was dissolved into chloroform and subjected to gaschromatography (GCG-5DH, Yanagimoto Mfg. Co. Ltd., Kyoto) with a hydrogen flame detector.
As shown in Fig. 3, two peaks, a 
